Supplemental Figure 1 The effect of buffers and calcium on NAPE to NAE conversion, in vitro. Substrate assays performed on brain lysate in Tris or PBS at physiological pH reveal that PBS enhances the deacylation-GDE1 pathway, and that Tris buffer or addition of calcium inhibits this pathway in vitro. Single experiment performed in duplicate; means are presented ± standard error.
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Supplemental Figure 2. The effect of non-ionic detergent on NAPE to NAE conversion, in vitro.
Substrate assays performed on brain homogenates in PBS with or without 0.1% Triton X-100 (TX-100). Addition of TX-100 can clearly be seen to inhibit GDE1 resulting in complete loss of activity in the NAPE-PLD (-/-) tissue.
Supplemental Figure 3 . Impaired NAE accumulation is observed following FAAH inhibition in testis from mice lacking GDE1 and NAPE-PLD. Mice were treated with the selective FAAH inhibitor PF-3845 (10 mg/kg, i.p.) and, after 3 hours, sacrificed and NAE levels measured in testis. Significant reductions were observed for anandamide (C20:4), in testis from all three mutant strains and modest reductions were observed in several other NAEs in testis from GDE1(-/-)/NAPE-PLD(-/-) double knockout animals. The results are presented as means ± standard error. n = 4 mice/group. The symbols above the bars designate p < 0.05, p < 0.01, p < 0.005 (student's t-test) with *, **, *** for different from wild-type, and #, ##, ### for different from GDE1(-/-) samples.
